. Taxol treatment reduces tension at attached kinetochores. Related to Figure 3 . Taxol-sensitive cells were released from G1 synchronization (alpha-factor) into methionine-containing media to hold cells in metaphase with fully formed spindles (Cdc20 depletion). Cultures were split, treated with DMSO ± 30 µM Taxol or 15 µg/ml nocodazole for 15 min, and imaged either live (A-B) or fixed (C). Experimental scheme described in Figure 2A . Sister centromeres were localized by CEN1-tetO/tetR-GFP imaging. (A) Representative examples of brief centromere breathing events in metaphase spindles. Spindle poles are red (Spc29-mRFP, outer spots); CEN1-GFP is green; time interval between images is 3s; bar = 1 µm. (B) Frequency of transition between either one or two visible CEN1-GFP foci. Data represents mean ± SEM observed in individual live cells; n = 31 cells for both; p = 0.0058. (C) Distance between the outer edges of CEN1-GFP foci in fixed cells (both separated and unseparated). The size of a single, unreplicated CEN1-GFP focus in G1 cells is 0.32 ± 0.004 µm (dashed line; n = 170). In nocodazole treated cells, the distance between sister centromeres essentially represents the minimum size of two adjacent CEN1-GFP foci in which the majority are tensionless. Mean ± SEM from 4, 4 and 3 experiments for control (n = 178, 156, 145, 169), Taxol (n = 179, 178, 153, 98) , and nocodazole (n = 86, 84, 100) treated cells, respectively. p = 0.0015 for control versus Taxol, and p < 0.0001 for Taxol versus nocodazole treated cells. p values were determined by unpaired student's t-test (*p ≤ 0.05, **p ≤ 0.01, ***p ≤ 0.001, ****p ≤ 0.0001). Taxol-sensitive (A) bub1∆ or (B) mad3∆ cells synchronized in G1 (alpha-factor) were released into the cell cycle and split into sister cultures either with or without 30 µM Taxol. During the ensuing cell cycle, bud emergence was monitored by cell morphology. Experimental scheme of the G1 release assay described in Figure 1E . Plotted values represent the mean ± SEM from 7 experiments for bub1∆ and 6 for mad3∆ cells, with n = 100-200 cells scored per time point and drug condition for each experiment. 
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